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Title: BLENDED COMPOSITIONS FOR TREATMENT 

op Alzheimer's Disease and other Amyloidoses 
technical field 

The invention relates to blended compositions for treating Alzheimer's Disease 
and other amyloidoses; more particularly, it relates to blended compositions for 
therapeutic intervention in Alzheimer's disease and other amyloidoses. 

BACKGROUND OF THE INVENTION 
Brain Amyloid Prevention and Memory / Recall Optimization 

It is known that amyloid accumulates in the brains of people as they age. This 
amyloid is most commonly and most deleteriously in the form of what are known as 
amyloid plaques. In addition there are amyloid deposits in cerebral blood vessels. 
These accumulations form a brain amyloid burden that increases with age, so that age 
is a risk factor for Alzheimer's disease and other amyloidoses. 

One of the most notable effects of increasing brain amyloid burden, ancl 
especially in Alzheimer's Disease, is the gradual deterioration of short term memory; 
that is, the ability to recall immediately those memories only recently stored. 

Alzheimer's disease in general is characterized by the accumulation of a 39-43 
amino acid peptide termed the beta-amyloid protein or AB, in a fibrillar form, existing 
as extracellular amyloid plaques and as amyloid within the walls of cerebral blood 
vessels. Fibrillar AB amyloid deposition in Alzheimer's disease is believed to be 
detrimental to the patient and eventually leads to toxicity and neuronal cell death. 
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characters haUmarks of Afcheaaer, dise.se. Accumulating evidenc* implicates 
amytad as a major causative factor of Alzheimer's disease pathogenesis. 

A variety of other human diseases also demons*.* amyloid deposition and 

usuanyi nTO , V es y s te mic„ r8 ans(i.e.or 8 anso, tou esly mg o uW dethecenW„er TO11 s 
system), with the amyloid accumulation leading to organ dysfunction or failure In 
Alzheimer's diseasa and "systemic- amyloid diseases, there i, current* no cure or 
effective treatment, and the patient dually dies within 3 to .0 ye M fern, dis^ 
onset. For additional backed in this a™, fte reader * TOferred to wpQ 
Intematkmal publication number WO98/5W02 by the aune motors, the text of 
which is hereby incorporated b, reference as if fully set forth herein. 

Additional compound, or agents for therapeutic regimes to arrest or reverse 
amyloid formation, deposition, accumulation and/or persistence that occurs in 
Alzheimer's disease and other amyloidoses are still needed. 

DISCLOSURE OF THE INVENTION 
An object of the present invention i, to use the inner bark and/or roots Iron, 

Uncar,au™enU^(al K>raf e n ed l o M u il adeCaU,orCat'sc.aw)forthetrea h „e„tof 

type H diabetes and other amyloidoses. in conjunction with one or more of the 
addition., blended ingredient, disced b,!„w to achieve a beneficial synergWic 
therapeutic effect Uncaria tomentosa or Cat's claw is also refold to as. but not 
toted to. Par.gu.yo. Garabato. Carbato casha. Tambor huasca. Una de gavilan 
Hawk's d.w. Nail of Cat. and Noil of Cot Schuler. 

Another object of the present invention is to provide the use of Uncaria 

tomentosa.iU.iteblendedcompoundsCregardlessofcxmmerda.sour^.ndregard^ 
of final form for consunption b, humans, i... pilfe, tablet* caplets, soft and h^ 

smulsions. solution* syrups, tea bags, aerosols (as a solid or in a li,uid medium, 
suppositories, sterile injectable solution,, sterile packaged powders, bark bundles 
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and/or bark powder) for inhibition of amyloid formation, deposition, accumulation, 
and/or persistence, regardless of its clinical setting. 

It is yet another object of the invention to meet any or all of the needs 
summarized above. 

5 These and such other objects of the invention as will become evident from the 

disclosure below are met by the invention disclosed herein. 

Application of the invention to these needs is especially beneficial in that the 
invention is the only system that effectively provides for use of extracts from the inner 
bark and root parts of Uncaria tomentosa, together with hitherto unknown blended 

10 additional compounds, to benefit human patients with Alzheimer's disease and other 
amyloidoses due to the newly discovered ability of Uncaria tomentosa in combination 
with one or more of these blended ingredients, to effectively inhibit amyloid fibril 
formation, inhibit amyloid fibril growth, inhibit amyloid - proteoglycan interactions, 
amyloid • glycosaminoglycan interactions, and cause dissolution and/or disruption of 

15 preformed amyloid fibrils. 

We have earlier discovered and disclosed a naturally occurring plant product, 
the inner bark and/or roots from the plant Uncaria tomentosa, or Cat's Claw, that we 
call PTI-00703™, in W1PO International publication number WO98/51302 entitled 
Composition and Methods for Treating Alzheimer's Disease and other Amyloidoses 

20 dated November 19, 1998. As disclosed therein, this plant compound alone has 
surprising efficacy in disrupting and/or dissolving amyloid deposits and other 
accumulations, and is believed to be a potent inhibitor of amyloid formation In 
Alzheimer's Disease, Type II Diabetes, and other amyloidoses. It is now also believed 
that formulations of PT1 -00703 with other plant compounds, herbals, minerals, and/or 

25 vitamins as disclosed herein have surprising and hitherto unsuspected supplementary 
efficacy in treating the various amyloidoses addressed by our earlier disclosure for PTI- 
00703 by itself. 
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Alzheimpr'Q ^y nT 

PTI-00703 is advantageously blended with one 0r more of ^ fo „ 0 
— ts for ^eimer, disease amyloidosis. and for ^ ^ J£ 
™ mor y ' optimization and the like. 
5 1) GingkoBiloba. an herb that enhances memory; 

2) Ginseng, an herb for promoting well-being and energy; 

3) Gotu Kola, an herb that increase* a 

stamina; ™' men,OT * and cental 

4) Echinacea, an herb with potent antioxidant activity; 
JO 5) Vitamin E, an antioxidant; 

6) Selenium, an anti-oxidant; 

ic:;: pw of B ~ ~ **■ - — — - 

* Chohne, pre™™ „ TOty)choljM ^ fa toportont * 

neurotransmission. «*n«ai orain 

Optimal formulations of PT1-O070!i 
- ejected U,., ,„ crMsag „„, ^ ^ ^ 

Tbeee^o^fea^^adv^efU,,^,^^^^ 

' C "»^^^.~»P^^ thread,, 
A preferred pharn^ogic., a 8 ,», prcfer<a))y „„, „, 

mg/kg of body weight of the patient 
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Preferred pharmaceutical agents have a weight percentage of plant extract in 
the agent is in the range of from about 70% to about 95%, and may also have a 
pharmaceutical^ acceptable carrier, diluent or excipient. The pharmaceutical agent 
preferably has an amyloid inhibitory activity or efficacy greater than 50%. 

The plant matter is preferably comprised of commercially obtained pills, tablets, 
caplets, soft and hard gelatin capsules, lozenges, sachets, cachets, vegicaps, liquid 
drops, elixers, suspensions, emulsions, solutions, syrups, tea bags, aerosols (as a solid 
or in a liquid medium), suppositories, sterile injectable solutions, sterile packaged 
powders, bark bundles and/or bark powder, which contain Uncaria tomentosa, extracts 
or derivatives thereof, and may be taken from commercially available gelatin-coated 
capsules which contain dried-powder of Uncaria tomentosa, extracts or derivatives 
thereof. 

A method is also disclosed for treating an amyloid disease in a patient, 
comprising the step of administering to the patient a therapeutically effective amount 
of plant matter from a plant of the genus Uncaria, species tomentosa, in combination 
with one or more of the additional blend ingredients disclosed above. The plant matter 
is preferably administered orally or by aerosol spray or in a parenterally injectable or 
infusible form. 
Examples 

20-40 Years of Age 

400 mgof PTI-00703 plus 50 mg of a mixture of all ten of the above listed ingredients 
(i.e. 5 mg per ingredient) = 450 mg total, with a weight ratio of 8:1 PT1 -00703 to total 
other ingredients. Mixture may be taken orally (or the like) in gel caps 3X day. 
40-60 Years of Age 

600mgof PTI-00703plus 75 mgof a mixture of all ten of the above ingredients (i.e. 7.5 
mgper ingredient) = 675 mg total, with a weight ratio of 8:1 PTI-00703 to total other 
ingredients. Mixture may be taken orally (or the like) in gel caps 3X day. 
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*S0 Years of Age. or diagnosed Alzheimer's Disease 

1» » S Per ingredient, . O0 O n,g total. wilh . ^ raUo ^ ' 
others.. ^ m , Mamnt(oraKm)ineac 

xmsmz^M, di^. P„... 1ti . n „ nfl P| ,„ r| „ p 

^^^^^.^ Porfurther 

~ a„, y ,o,dosi* the reader is ^ > u,, ^ ^Wro 
International publication number WO9&751302. 

FIWW. is advantage., Wended wiUl „ „ more „ ^ 
~ for »pe „ diabetes ani^s and beta cal, opting and the lih, 
1) Bilberry, an herb with circulation enhancing properties- 

D o.g Q „ai,a.dherbU,athel P s m ain,i„i ral , u „ afui , clion , bIW(1 

good circulation; 

* «. Vera, an herb that help, p rora „ te beallhy bw ^ ^ 
4) C^iinn Po^nicouno,,, „ organjc ^ ^ 

that works to raetabolte the body's fat and cholesterol; 

*> Seleni™, an anU-oxidant that neutrals free radices that can otherwise 

damage cells; *\ 

• BIX or c^alamin. imporXaM in c, n eUbo.is m and cellular 

energy production; 

* 9 PO& ^'^'«f^B^ mptaxfllaU ^ w(ttcarfovasciilar( . ui)ciioii 
circulatory system health; 

* Biotin. a part of the B-co mplex ^ also prODlotM ^ 
9) 

metabohc efficiency and helps „.aintain cardiovascular function 
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Optimal formulations of PTI-00703 contain one or more of these ingredients. 
It is expected that increasing PTI-00703 dosage should occur with older people (i.e. 
different regimes for people age 20-40 years old and >40 years old and for people who 
have diagnosed type II diabetes) so as best to accommodate the risk factor described 
above. 
Examples 

20-40 Years of Age 

300 mg of PTI-00703 plus 45 mg of a mixture of all nine of the above ingredients (i.e. 
5 mg per ingredient) = 345 mg total, with a weight ratio of 8: 1 PTI-00703 to total other 
ingredients. Mixture may be taken orally (or the like) in gel caps 3X day. 
>40 Years of Age 

500 mg of PTI-00703 plus 63 mg of a mixture of all nine of the above ingredients (i.e. 
7 mg per ingredient) = 563 mg total, with a weight ratio of 8: 1 PT1 -00703 to total other 
ingredients. Mixture may be taken orally (or the like) in gel caps 3X day. 

Diagnosed Type II Diabetes 
700 mg of PTI-00703 plus 90 mg of a mixture of all ten of the above ingredients (i.e. 10 
mg per ingredient) = 790 mg total, with a weight ratio of 8:1 PTI-00703 to total other 
ingredients. Mixture may be taken orally (or the like) in gel caps 4X day. 

BRIEF DESCRIPTION OF THE DRAWINGS 

FIGURE 1 is a graph of a sequence of a Thioflavin T fluorometry assay of one 
of the combinations of the invention. 

FIGURE 2 is a graph of a Thioflavin T fluorometry assay utilized to assess 
effectiveness of one of the combinations of the invention for its inhibition of Alzheimer's 
AB-AJ3 interactions. 

FIGURE 3 is a graph of a Thioflavin T fluorometry assay utilized to assess 
effectiveness of one of the combinations of the invention for its inhibition of Alzheimer's 
AB- proteoglycan/glycosaminoglycan (PG/GAG) interactions. 
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FIGURE , is a sraph o. a ThioIIavin T n<J0 „ metry ^ 

.of one or*. ^n, toventjoii jn ^ ^ 

Alzheuner . M MO »,W fi briU In „ db-^^ manMr 
FIGURE 5 is a graph of a T 

BEST MODE OF CARRYING OUT THE INVENTION 

Amvloid a n A Amvl^ rio 

Amyloid is a generic term to a g^p of diverse, but specific 

10 extracellular protein deposit* which all hovo 

h8Ve common morphological properties. 

^ wh,ch. and M „ amyloid aa . iarge( ^ ^ 

reader is referred to the inventors' WIPO .• , 

WO98/M302. n,a " M ' al PUbliCa *" — - 

15 Uncaria f/unoT,^ 

The plant Uncaria taMlM , als0 knowl) „ fc ^ 

n : ^ rcfere * a ~* *• — -«*■ - 

Wn rores, For additional and fcrther Nation and hac^nd on 
^na ton,e„tosa. * reader Is a, M referred to the inventor, wro 
20 pubhcabon number W098/5 1 302. 

— - providers have sn^ted that Uncarla ton,.**, 

~ me ht ha. evneraistic or s-pplen.enta, elncac, i„ MmbUlaUon wiU , 

T t0me, " 0Sa i0 «*"*~ 1- Present invent dear,, 

the eltectivene, o, Uncarfa to„.e,tosa and its con^ for , 
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to mid-stage Alzheimer's disease), 2) inhibition of Alzheimer's amyloid fibril growth 
(important for patients in early to mid-stage Alzheimer's disease), 3) inhibition of 
Alzheimer's amyloid-PG/GAG interactions (important for patients in all stages of 
Alzheimer's disease) and 4) causing the dissolution/disruption of preformed Alzheimer's 
5 disease amyloid fibrils. In addition, the present invention and its combinations is 
effective in causing the dissolution of islet amyloid fibrils (i.e. amylin) and therefore 
serves as an effective treatment for -90% of type II diabetic patients who have islet 
amyloid accumulation in the pancreas. 
Methodologies Employed for In Vitro Testing 

10 Generation of "Water Extracts" for In Vittv Testing 

For the procedure to generate water extracts of PTI -00703, 500mg PTI -00703 
were extracted with 3ml of distilled water (Baxter) and placed in microcentrifuge tubes. 
The microcentrifuge tube contents were then vortexed by hand for 3-4 minutes, and 
then allowed to stand for 1-2 minutes. The samples were then centrifuged on a 

15 microcentrifuge (Eppendorf. model 5415V) for 30 minutes at 14,000 Xg (at room 
temperature). Following centrifugation, the supernatants were collected and 
designated as the "water extracts" used for testing as described below. 

Examples 

The following examples are put forth so as to provide those with ordinary skill 
20 in the art with the disclosure and description of the identification and use of 
commercially available Uncaria tomentosa and disclosed blend ingredients to inhibit 
amyloid fibril formation, inhibit amyloid fibril growth, inhibit amyloid- PC/GAG 
interactions, and cause dissolution/disruption of preformed amyloid fibrils. However, 
it should not be construed that the invention is limited to these specific examples. 
25 The PT1-00703™ tested is in the form of Cat's Claw Bark Powder, and the blend 

testing illustrated below is of 350mg of Cat's Claw Bark Powder and 40mg of Ginkgo 
biloba powder extract, or Gingko biloba leaf extract containing standardized 24% 
gingkoflavoglycosides and 6% terpene lactones; total 390mg per test capsule. 
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ThioflavM T fluoron^ «, Naiki el aI . u „. ^ ^ ' 
Protein Sci. 2:404-410 1999- u i-,- . ^vineiu, 

^^^^^^ 

wUha'^ 11 ' ( ^ a-eases 0,1 in «eases in fluorescence was previously shown to correlate 
;^*™-«H„cre.sei„tne. m .„„tof„„» l oia ab H,s(„ Naikietal , Ub ^ 

«*M 383, ,«>. one to define u» identity and 

-W*. anaVor enhances of » mvloi(1 fi br u forDlatjo „ 

-.end on If"V" dMe " tePen<te "' °' Pn ° 0703 - * 

wrre ,ates with a„ in ^ « ^ ^ 

- fluorescence correlate „ iUl . decrease in a m ,loid flori, Nation, n. 

r r n <mq> when incubated at 8n: -* - ~- * 

^^^^^^^^^^^ 

-^-^^a ra ,,o^ protetofromfomingfibriboverai ^ J 
,n ,50 n, M ™ S , 1(teM Naa . pH ,„ ^ _ ^ 

T^r™****™ **■ oo ""- ow - om Md * ° — 

descnted Mow) „f Pr,.^ Md Pr,.00 TO , wjth ^ ^ 
described above). 

To assess the dose-dependent effects of th— k . 

i~ ueni eiiects of these substances on AB (1-40) fibril 

^^^^^^^^^^ 
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at 1 hr. 1 day, 3 days, and 1 week. For each determination described above, following 
each incubation period. 50plofAfl+/. increasing concentrations ofa water extract were 
added to 1.2ml of lOO^M Thioflavin T (Sigma Chemical Co., St. Louis, MO) in 50mM 
NaP04 (pH 6.0). Studies indicated that increasing concentrations of fibrillized AC gave 
a proportional increase in fluorescence in the presence of lOOpM Thioflavin T, ruling 
out the presence of any disproportionate inner filter effects in these studies. 
Fluorescence emission at 482 nm was measured on a Turner instrument-model 450 
fluorometer at an excitation wavelength of 450 nm. For each determination, the 

fluorometerwascalibratedbyzeroinginthepre^nceoftheThioflavinTreagentalone, 
and by setting the 50 ng/ml riboflavin (Sigma Chemical Co., St Louis. Mo) in the 
Thioflavin T reagent to 1800 fluorescence units. All fluorescence determinations were 
based on these references and any fluorescence given offby any of the compounds 
tested in the presence of the Thioflavin T reagent was always subtracted from all 
pertinent readings. 

For all fibrillogenesis studies utilizing Thioflavin T fluorometry. as disclosed 
herein, comparisons of amyloid protein in the presence or absence of test compounds 
were based on paired Student's t tests with data shown as mean +/- standard 
deviation. Significance was reported at the 95% <p< 0.05) and 99% (p<0.01) confidence 
levels. 

Study 2: Testing to Assess Bflferb. on Al z heimer's IK**** Amyloid Fih ri ) r.my ih 

In Alzheimer's disease and other amyloidoses, amyloid fibril growth is believed 
to involve amyloid protein self-interactions (i.e. AB-Afl interactions). Any potential 
effective therapeutic agent for amyloid deposition, accumulation and/or persistence 
should also becapableofcausingan inhibition of amyloid protein self-interactions. This 
isimportantforpreventing any new amyloid fibril formation when treating Alzheimer's 
disease patients at early stages of the disease. ELISA methodologies (i.e. solid phase 
binding assays) were therefore used to identify compounds which were capable of 
inhibiting A0-AB interactions (i.e. Alzheimer's amyloid fibril growth). 
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of Afl (1-40) (Bachem Inc., Torrance, CA, USA* Lot#WI Q<u\ , 

rtx> (pH 8.0) and incubated for 1 week at ti.- ru ., . „ 
. . . * at 3rC ' The ^""^ AO solution was then 

' tierce;, ro remove pyppqq 

^^^^^^^ 
^^^^^^^^ s nm 

-~ The ce^o. ^ ((bKribed ^ _ ^ 

5 ^ MM (accord^ to fc mailufaclure , s ^ ^ 

» - NaC. 3 « NaN , pH ,„ ^ _ ^ te bfa<| ^ 

M bo™ ro albumill ^ ^ sj6ma 

— MO. USA). The, ,„ „ „ 12 , MM bjoltoyIated ^ mo te ^ 

.nphca*) ^ ^ ^ w ^ ^ 

Trr* * Mxt *• weus wot *- 3 *~ - ™* - ^ 

solution (OPD-Sigma Fast from Sigma Chemical Co., St. lx>uis, MO) was added to each 



12 



WO 00/12102 PCTAJS99/19721 

well and allowed to develop for 5 minutes or until a significant color change was 
observed. 

The reaction was stopped with 50/zl of 4N H2S04 and read on a Model 450 
microplate reader (Biorad. Hercules, CA, USA) at 490nm.. 

Study 3: Testing to Assess Effects on Alzheimer's Disease AB.r,lvcosaminoglv«»n 
Interactions 

One study was implemented to determine whether the test compounds were 
effective inhibitors of AB-proteoglycan/glycosaminoglycan (PG/GAG) interactions. 
Since PGs/GAGs have been found to accumulate in amyloid deposits and are believed 
to prevent the body's natural ability to remove unwanted "amyloid" (reviewed in Snow 
and Wight, Neurobiology Aging 10:481 497, 1989), an inhibitor of AB-PG/GAG 
interactions is a desirable additional target for an amyloid therapeutic. In this study 
a solid phase binding immunoassay was utilized to determine whether the test 
compounds were effective inhibitors of Afl- PG/GAG interactions. 

12 of perlecan glycosaminoglycans (isolated from the 

Engelbreth-Holm-Swarm sarcoma as previously described (Castillo et al, £ 
Neurochemistrv 69:2452-2465, 1997) in 40//lofTris-bufferedsalinecontaining lOOmM 
Tris-HCl. 50 mM NaCI. 3 mM NaN3, pH 7.0 (TBS) was allowed to bind overnight at 
4°C to microliter wells (Nunc plates, Maxisorb). The next day all of the microtiter wells 
were blocked for 2 hours by incubating with 300 fil of TBS with 0.05% Tween-20 
(TTBS)plus l%bovine serum albumin (BSA). 100//] of AB l-40(12.5/iM)(Bachem Inc.. 
Torrance. CA. USA; Lot##T20824)) in TTBS containing 1% albumin in the presence 
or absence of l/xl of a water extract of the test compound. PT1-00703 + Gingko biloba. 
were placed in wells (in triplicate) containing substrate bound perlecan GAGs or blank, 
and allowed to bind overnight at 4°C. The next day, the wells were rinsed 3 times with 
TTBS, and then probed for2 hours with 100 //I ofbiotinylated anti-4G8 and anti-6El0 
(Senetek, Maryland Heights, Missouri) diluted 1:2000 with TTBS. Bound antibodies 
were then probed with 1 00//1 of streptavidin-peroxidase or anti-biotinperoxidase (1 :500 
dilution of a 2pg/ml solution; Sigma Chemical Co., St. Louis. MO) in TTBS for 1 hour. 
The wells were then rinsed 3 times with TTBS and 100^1 of a substrate solution 
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~-« .a, stopped wilh 60 „ „ m H2S04 _____ ^ m 
reader (Biorad. Hercules. CA, USA) at 490nn,. 

S ' 0,,y4: ^^^S^&£ffM^/ 
On, s*d y WM inptelMnted „ tmmm wheUMr 

^ ^ ^ of actMty wouw u 
to orfans ^ ^ pw ^ 

.Wapeufc a^at capab,e of ^ „ f p ^ ^ 

oou o, , «7, ' M * e ^ Mor ^° f »~«a»s-«„ «ratio„, r .... 

Co..St^MO )m5 » mMNa p 04 fl 

«T«inieat 1 descrilwd above. ««nted, n 
25 Study 5: TSsSnetoA. rv. 

The amyloid flb nls of AJzbeuue,-, „ isease 
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form of AC existing in Alzheimer's amyloid plaques, whereas Afl 1-40 is believed to be 
the predominant form of AB existing in Alzheimer's cerebrovascular amyloid deposits 
(Tamaoka et al, Br, Res, 679:151.156, 1995; Biochem. Bmnh va , Rfls p„ mm 
205:834-842. 1994). The next study was therefore implemented to determine whether 
the test compound also causes dissolution/disruption of pre-formed AD (1-42) amyloid 
fibrils and whether this effect was long-lasting. 

For this study, the method of Thioflavin T fluorometry as described in 
Experiment 1 was used. Briefly, 60„lof25 M Mof AB(l-42)(Bachem Inc. Torrance. CA. 
USA; Lot # 5 1681 7) in TBS (pH 7.0) either alone, or containing increasing amounts (i.e. 
0.01//1, 0.1^1, 0.5//1. and 1.0^1) of test compound water extracts were incubated in 
microcentrifuge tubes at 37°C for 48 hours (in triplicate). 

Results 

Study 1: Pose-Dependent Inhibition of Alzheimer'.., ni~ a se Amvlnirt Fihril Formation 
As shown in Figure 1, the effects of various amounts (i.e. 0.01/d, 0. 1//1. 0.5>J and 
1.0/iOof PTI-00703 and Ginkgobiloba test compound on Alzheimer's AB (1 -40) amyloid 
fibril formation was evaluated over a 1-week incubation period. Following a 
freeze-dryingexperimentto determine the weightof each ofthewater extracts (ateach 
of the dilutions used), the following data for test compound water extracts was 
generated: 

1 ni of water extract= 23.0,/g of compound; 0.5 A l of water extract= 1 1.5/ig; 
0.1 n\ of water extract= 2.3//g; 0-01 »\ of water extract=0-23//g. 

In this study, freshly suspended AO (1-40) alone, following a 1-hour incubation 
at 37°C, demonstrated an initial fluorescence of 142 +/- 53 fluorescence units. During 
the 1-week incubation period, there was a gradual increase in the fluorescence of AB 
(1-40) alone, increasing 3.4-fold from 1 hour to 3 days, with a peak fluorescence of 487 
+/- 82 fluorescence units observed at 3 days (Figure 1). A significant inhibition (p<0.05) 
of AB 1-40 amyloid fibril formation by 1.0 M 1 of test compound was detected as early as 
1 hour of incubation. Significant dose-dependent inhibition by increasing 
concentrations of the test compound on AB 1-40 amyloid fibril formation was observed 
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disruption of pre-formed AC 1-40 amyloid fibrils. These data demonstrated that the test 
compound causes a disruption/dissolution of pre-formed Alzheimer's disease AB 1-40 
amyloid fibrils in a dose-dependent manner. Confirmation of the "dissolution effect- of 
the test compound, PTI-00703 + Gingko biloba, on Alzheimer's disease AD 1-40 fibrils 
was demonstrated by Congo red staining assays, whereby a reduction of congophilia 
(i.e. red/green birefringence when viewed under polarized light, and which represents 
a dissoluUon/disruption of the amyloid fibrillar structure) was observed when AB 
amyloid fibrils were treated for 2 hours (not shown). 

Study 5: Dose-Dependent Disriintinn of Pra.Fnrm H AlzheinWs A(\n.A9 \ 
Amvloid Fibrils ' ' 

As shown in Figure 5, the water extracts also caused a dose-dependent 
dissolution/disruption of pre-formed AC 1-42 fibrils within a 2-hour incubation period. 
For example, 0.5/il (i.e. 11.5>g) and 1.0^1 (i.e. 23.0^/g) of water extract caused a 
significant (p<0.01) 28% and 64% dissolution/disruption of AB 1-40 amyloid fibrils, 
respectively. On the other hand. 0.1*1 (i.e. 2.3//g) of water extract only caused a 25% 
dissoluUon/disruption of AB 1-42 amyloid fibrils, whereas 0.01^1 (i.e. 0.23,/g) of water 
extract did notcause a significantfbssoJution/disniptionofpre-formedAB 1-42 amyloid 
fibrils. These data demonstrated that the test compound also causes a disruption/ 
dissolution of pre-formed Alzheimer's disease AB 1-42 amyloid fibrils in a 
dose-dependent manner. 

Comparisons of Data 

Comparisons were made to equal volumes (not weights) of water extragts 
tested; it is important to note that PTI-00703 and PTI-00703 with Ginkgo biloba were 
tested at equal volumes of water extracts, and nearly equal weights. Tests results of 
PTI-00703 alone are not detailed here, having been earlier reported. 
1) Inhibition of Alzheimer^ Amyloid Fibril Formation 

This measure of inhibition of amyloid fibril formation is important as an 
assessment of the compounds potential as a preventative for normal aging and for early 
stages of Alzheimer's disease. 



17 



WO 00/12102 

PCT/US99/19721 

A) Inhibition at 1 hour m «r ^ * 

nour (o. 5 pl of a water extract): PTI-00703 ftfi* ; n i, v. ____ 
007M n- i . . * ' * w% inhibition; PTI- 

00703 with Gmkgo biloba . 68% inhibition. 

B) Inhibition at 1 week m ft f. 

00703 -.kp- , Week(0M ° fawaterex ^t)): PTI-00703. 80% inhibiUon PTl. 
00703 with Gmkgo biloba . 76% inhibition. 

5 2)khibi * i ^^ 

This measure of inhibjtion of amyjoid ^ 

zz^^m- — * — ■« 

• ™ tahibili ^ ™«W .tt Ginkgo bfloba . 82 * inhib ,. 
«— ***** T , • ■ 0 "" ,>< " in,rS P ° ten '"" to ''""">* 

— szr y • *™ for — - - - - — - 

as an a^Qman* *r *.v »"iportant 

■md-to-late stages of AfeheimerV, disease. 

« A)Dissolutionwith2 1 fia|ofawaterextract): PTI-00703 ri* r ■ 

"^CiakgobUooa.o^disso^o,,. " ^'"^ Pn ' M708 

B)Diss„ InH o Bwithi!!i!!ofawaterextract): p^.,^ ^ 
wthCinkgobdoba-SOSdissoj^. «•». FTMXWB 

^::izr: ~ 

^DissolutionwithO^ofawate,^ pj,,.^. 

^ . 3 * 44% d, ssolution; PT1-00701 

with Gmkgo biloba - 28% cushion. 



18 



WO 00/12102 PCT/US99/15>721 

B) Dissolution with LQtdof a water extract): PTI-00703 - 82% dissolution; PTI-00703 

with Ginkgo biloba • 64% dissolution. 

Synergistic Effects Observed in the Test Formulations 

The combination of PTI-00703 and Ginkgo biloba in the test formulation 

appears to lead to certain synergistic effects. For example, it appears to be a better 

inhibitor of amyloid fibril growth (i.e. AB-AB interactions) than PTI-00703 alone, and 

a better agent for causing dissolution of pre-formed Alzheimer's disease amyloid fibrils 

(both AB 1-40 and AB l-42)(although statistically these groups may not be different). 
Surprisingly, these studies indicate that Ginkgo biloba alone has no real effects 

on amyloid fibril growth, or dissolution of pre-formed AB 1-40 or 1-42 amyloid fibrils 

(not shown). This observation indicates that there are likely true synergistic effects by 

the combination of PTI -00703 and ginkgo biloba. 

Further Aspects and Utilizations of the Invention 

Therapeutic Applications 

One embodimentof the presentinvention is to formulate prior to administration 

in a patient, a pharmaceutical blend comprising Uncaria tomentosa in one or more 
pharmaceutical acceptable carriers, diluents or excipients. 

In another preferred embodiment Uncaria tomentosa obtained commercially in 
any form could be further modulated using suitable carriers, excipients and diluents 
including lactose, dextrose, sucrose, sorbitol, mannitol, starches, gum acacia, calcium 
phosphate, alginates, tragacanth. gelatin, calcium silicate, microcrystalline cellulose, 
polyvinylpyrrolidone, cellulose, water syrup, methyl cellulose, methyl and 
propylhydroxybenzoates, talc, magnesium stearate and mineral oil. The formulations 
can additionally include lubricating agents, wetting agents, emulsifying and 
suspending agents, preserving agents, sweeting agents or flavoring agents. The 
compositions of the invention may be formulated so as to provide quick, sustained or 
delayed response of the active ingredient after administration to the patient. The 
compositions are preferably formulated in a unit dosage form, each dosage containing 
from about 1 to about 10,000 mg of Uncaria tomentosa (or its active ingredients), more 
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CLAIMS 

We claim: 

1. A pharmaceutical agent for treating an amyloid disease in a patient, wherein 
the pharmacological agent comprises a therapeutically effective amount of plant matter 
from a plant of the genus Uncaria. species tomentosa, in combination with a 
therapeutically effective amount of one or more or the substances from the group of 
substances consisting of Gingko Biloba, Ginseng, Gotu Kola, Echinacea, Vitamin E, 
Selenium, Niacin or nicotinate. Folic acid, Vitamin B12, and Choline. 

2. The pharmacological agent of claim 1 wherein the therapeutically effective 
amount of Uncaria tomentosa comprises a dosage in the range of from about 10 to 
1,000 mg/kg of body weight of the patient 

3. The pharmacological agent of claim 2 wherein the therapeutically effective 
amount of Uncaria tomentosa comprises a dosage in the range of from about 10 to 100 
mg/kg of body weight of the patient. 

4. The pharmacological agent of claim 1 wherein said amyloid disease for 
treatment is selected from the group consisting of the amyloid associated with 
Alzheimer's disease, Down's syndrome and hereditary cerebral hemorrhage with 
amyloidosis of the Dutch type (wherein the specific amyloid is referred to as 
beta-amyloid protein or AB), the amyloid associated with chronic inflammation, various 
forms of malignancy and Familial Mediterranean Fever (wherein the specific amyloid 
is referred to as AA amyloid or inflammation-associated amyloidosis), the amyloid 
associated with multiple myeloma and other B-cell dyscrasias (wherein the specific 
amyloid is referred to as AL amyloid), the amyloid associated with type II diabetes 
(wherein the specific amyloid is referred to as amylin or islet amyloid), the amyloid 
associated with the prion diseases including Creutzfeldt- Jakob disease, 
Gerstmann-Straussler syndrome, kuru and animal scrapie (wherein the specific 
amyloid is referred to as PrP amyloid), the amyloid associated with long-term 
hemodialysis and carpal tunnel syndrome (wherein the specific amyloid is referred to 
as beta 2 -microglobulin amyloid), the amyloid associated with senile cardiac amyloid 
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13. The pharmacological agent of claim 12 wherein the therapeutically effective 
amount of Uncaria tomentosa comprises a dosage in the range of from about 10 to 100 
mg/kg of body weight of the patient. 

14. The pharmacological agent of claim 12 wherein said amyloid disease for 
treatment is Diabetes. 

15. The pharmaceutical agent of claim 12 wherein the therapeutically effective 
amountof plant matter has an amyloid inhibitory activity or efficacy greater than 50%. 

16. A method of treating an amyloid disease in a patient, comprising the step of 
administering to the patient a therapeutically effective amount of plant matter from 
a plant of the genus Uncaria. species tomentosa, in combination with a therapeutically 
effective amount of one or more or the substances from the group of substances 
consisting of Bilberry. Dong Quai. Aloo Vera. Chromium Polynicotinate. Selenium. 
Vitamin B12 or cobalamin. Folic acid. Biotin, and Thiamine HC1, or vitamin Bl. 
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